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BSTRACT 

Goat Ovaries brought from Jocal abattoir within two hour of slaughter at 30° C , oocytes were asprated 
and then washed ir Phosphate Buffer Soi lution(PBS Jfor cumulus - 00c e complexes (COCs) ramoved and 
these oocytes were divided in to two groups (with and with out cumulus) , Granulated cytoplasm were sellected 
ard divided randomly {035 —~ 40 oocytes in 4-well dishes and incubated for 27 hours at 38.5° C with 5% CO; 
aimosphere in air win 95% humidity . Jii vitro fertilization were performed after maturation oocytes by 
capacitated fresh sperms taken by artificial vagira from proven fertile bucks , by addition of a 
microdrops( | x10°sperr f) and culturing with matured oocytes for 24 hours at the saroe environement mentionêd 
above. The large gravian follicuis (g. fs.) had rmore identified oocytes thar the small ones . 
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NS o‏ شر واخررن 


دراسة تو صسيفية للت خھ یي غار ج الر حم لدی الان الي 


ع الله شر 


كلية الزراعة بصامحة بداد 


حازم مايل الاجد 


يكر عبدالزهرة الابراهيمي 


محمد رفیق عہداګید 
كلية علوم س اة اهر 


جلیل ابراهیم شیماء يوسف يیامین علي 


مر كز بحوث التقنيات الإ حيائية--عامعة النهرين 


المستخلص 


: د‎ E . 2 ا‎ : E 
تم جلب المبايض من المجزرة القريبة للمختبر خلال ساعتين بعد تبح الحيوانأات عند درجة حرارة 30 م‎ 


غاها بمحلول ا E:‏ الفرسفات المتسال 


السايتوبلازم انجئيلي 
رطب بدرجة رطوبه 95 لمدة 27 ساعة لغرض تتصضسيج البيوض 


بو اطة المهبل الامسحلناعي وتم تکبیف السائل الصنوي وبعد دا تم فة قطر ایا منه( دحو يڌ . املیون خیدن) ا 
البيوض المنضجة و غطيت بالزيت وحضيئت لمدة 24 سأعة بنفس الحاضنة اعلاه. اعطت الجريبات الكبير 5 اعدادا کی 


تلك الجريبات الصغيرة وکائست الفروقاث معاوية (005< (P‏ 
اخصماب البيوصض » الاتقسام الخلوي للبيرمن المخميبة. اضافة سى 
الانشاج و التخدسيب والانقسام. 


required for maturatlon of oocytes iH viiro 
ıs slightly longer (27 h) in goats than in 
sheep and cattle (4,7,8,15,17). There is a 
decondensation and transformation into a 
male pronucleus , and the mechanisms by 
which thes events take place in the egg 
cytoplasm are largely unknown . The 
transformation of the sperm nucleus during 
IVF has been shown to be related to the 


المتجائنس و قسمیت عسو انرا کَ 35-40 نيددة في جفذة رجفنت بدر چ حر ار 38.55 


ار البيوصضر دات ا لايا الركامية کاند 


. وتم سهب البيسوض و 


(P35)‏ )8 از اله الخلايا اأر کاميه نز دة وداک بغسلها ذلك السحلول وتم اختو ار البيو مس واف 


م 


مع غاز ,%000 بنسبة 5 بهواء 
e‏ 


وتم جمع السائل الملر وي . من ڏکور ماعز دات آدرة و خصوية نقالية جيدة 


ى الوسطل الزر عي اندي يحت-و ي 
ر للبيرضس المنتخيبة جسن 


لقافة النتائجم ۽ المصلوبة کي عدد البيوض ١‏ وجود اللاي اثر كاسية › انضاج البي وض 


غي (P<d. OS gine‏ بقدرتها اتی 
Introduction‏ 

Goat oocytes maturation show 
oftenily during the ir vitro maturation and 


fertilization 4 low Incidence of Inale 
pronuclear formation , first cleavage 
division „, and low developmental 
competence io advanced zygote 
development (14,19). Relatively few 


reports concerning the IVF in goats despite 
its usefuilness for both basic research and 
ir commercial apptications (4). The time 
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The  mafured  cocyles were 
characterised Ly the appearance of first 
po'ar body and expansion of cumulus cells. 
At the end of oocytes maturation period , 
ihêy were inseminated with capactaed 
sperms. The capacttatlor of sperms were 
done in vitro from bucks of proven fertility 


collected by artificial vagina and 
transported within 10 minutes to rhe 
laboratory at 37° C . Motility of sperm 
cells WaS assessed urder lig ght 


microscope{40x) and the mofile sperm 
fracllon was separated by swim-up , 70 
„11 of semen (Ix10' sperin)was placed in 
each of several conical tubes (2,29 under 
2w of HEPES-T ALPand incubated for 45- 
60 minutes 1n a hurridified atmosphere of 
5% CO2 in air at 385° C . After 
incubation , 600 4,4 Î frorn the top of each 
tube was removed and pooled in a sterile 
15 ml certrifuge tube and centrifuged at 
200 ğ for 1C minutes , then discarding the 
supernatants , the resulting sperm pellet 
was resuspended 1 : 1 with TCM-199 
medium containing heparin (100 mg / ml 
heparin ~ sodium salt (sigma) ). Finally it 
was incubated for 45-60 min in a 
humidified atmosphere of 5% CO, In gir at 
38 5° C {Final suspension $84 X 10ً serm / 
ml , approxirnatelv). 


in ViFO fertllizatlon were 
performed after oocytes maturation , 
groups of 25-30 oocytes transferred Into 


100 gi fertilization medium (TZM-199) , 
(2!) and covëred with 5 gl mineral oll . 
Ar aliquot (5 „4}) of the sperm suspensıcn 
was added to the fertilization microdrops 
and the culture was performed within 24 
under humidified atmosphere of 5% CO 
in alr at 38.5 C. 
Statistical ھک‎ 

A ane-way analysis of varıance was 
e test wiaether group variance 
was significant or not, The differences 
between group means were tested through 
Duncan's multiple range test and the CRD 
for maturation, fertilization and cleavage 


means of with and without cumulus 
ooczytes,the cotrmparison between groups 


were used Durcan for analysis 1). 


Results and Discussion 

The graffian follicles {g.f5). 
brought from the abattoir (6044) were 
divided Irıro small (3823) and large (2221) 
g.fs. The small g.fs. contains 2085 oocytes 
(54.53%) and the large ones contain 1548 
oocytes (69.7%) and the differences 
be:ween the small and large g.fs. found on 
the goat ovaries were non significant 
(P=0.05) as showen iri Table ! . 
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levels of intracelller glutathione 
parfucipates ın sperm decondensatior and 
ih the transformation Cf the fertilizing 
sperm head ımto the male pronucleus 
(3,2227268) which leads to the 

deconderısation of the 
. Therefore the ability 


in‏ ب اینب جا 
sperm rucleus {11‏ 


of OOCYIES t0 e the nuclear 
dêcoudensatlon Of SpErMmafOzOoi sSe2ms tO 
ba Ğirectly related to high levels of 
intracellular glutathione (non ~ protein 


sulphy dry} compound it mammalian cells 
that protects cells from oxidation and has 
E tole in cellular metaboclisu1 (18) , 
and !Includin 8 an cffect on amirio acid 
transport „, DNA ard protein < synthesis , and 
a reduction of disulphides (16). 


In a contrast te the nilmerous 
comparisons Of sperm treatments fof IVF 
iû cattle and human , few direct 
comparisons have been کک‎ for the 
goat (20). The present study were to 
declear the mM major lr alo and the slow 
gtowth rate and low percentage of 


developing embryos reaching {fhe mofruia 
and blastocyst stage ifi comparison tû the 
normal embryes in vivo . 


Materials and Methods 


This experiment was performed 
withir the year 2002 ir Biote :chnclogical 


Researches Cenler/Al-Nahraln n nı versity . 
Goat ovaries were collected fron a local 
Al -«Shiulla slaughter house nei ar Baghdad 
(30 ko j and tra E to the laboratory 
ın Dulbeccos pfosphate buffer solutio1 
(PRES} containing gentamicin 504g / ml 
al 50° C witlun tvo hour of slaughtering . 
The ovaries were washed threg times 17 
PBS cortaining gentamicin Cuinulus - 
Oocyte complexes (COCs) were removed 
by washing for the group with cumulus 
i and those oocytes witout cumulus 
were chosen for there evenly granulated 
cytoplasim for both groups . Oocytes werg 
washed three times in TCM-199 solution 
and randomly distributed aft the hood 
temperature (30° €} 

In vitro maturation oocytes In 
groups of 35-40 cumulus enclosed wera 
placed in 500 ul of maturation medium 11 
4-wel] dishes and ıncubaled for 27 Eeurs at 
38.5° Û ir an atmesphere of 5% CO; in air 
with ã maxmium Humidity (95%) . The 
maturation medium was TEM- 199 (Sigma) 
supplimented with 1O0 (v/v} fetal bovine 
serum ,10 g/ml LH ,10 gpgf ml FSH, 
1 Lg; ml 17B - estradiol and 50 ,ı 4 / ml 
gentarnicin and then conered by mineral olj 
(sigma). 
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tionship between the number of ovarian oocytes and graffian follicles 
in does 


Iden ntıfled oocytes 
ا‎ : 2 
Number _ Perçe! tage | 


2085 س‎ 
TTA 097a 
3633 آ60‎ 1 


stastcally sigtficant (P < 0.05} . The 
COCs has a big role on the nvtritive 
mairntalnerice and metabolic aclvitles Of 
goat oocytes ۳ with the protein 


syithysis (25) a long with its role in the 
preparation of oocytes for maturallon and 


fertilization {Oj The miaturation of 
identified oocytes In the smell g. fs, with 


cumulus were 254 (34.46%) inferior as 
compared with the highly s:gnificant 
differences گ2‎ < 0.05) nottced 17 the large 
g.fs. 333 (47.50) and on the contrary with 
the maturation observed in ihe large 
oozyfes with out cumulus were $4 (17.22) 
inferior than those in the small g.fs 150 
16.05%) The Increased COCS increases 
ihe time reeded fcr maturation of the 
oo2zytes (26) „ so that we found the linear 
correlation between the presence of COCs 
around oocytes and the Inaturation prOCESS 
were noticeable. 


fS. size and the COCS ocecumuiation and the ogcytes 


%3 to compression MTOWS 


(33.12%) and 11! (48 47%) for the oocytes 
with cumu:us where as 45 (13.63%) and 
3521.87%}, for the oocytes without 
cumulus . The fertilized oocytes found in 
the maturated ova studied with cumulus 
were 9 (16.67%), and 26 (23.42%) and the 
oocytes with out cumulus where 2(4.44%) 
and 9 (25.71%) respectively. The cleavage 
rata f the four groups were 44.49 0), 
15{57.69%6}, zero and 1 (11.1196) for the 
oocytes with cumuls and with Ot cumuius 
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Table Il. The re 


- دی 
g.fS state | Number of g.fs‏ 
Small EYE‏ 
Lar fê El‏ 
004 8 ا 
Ne significant di $ (p>0.05) 1o comipressio‏ 


The differences in oocyte Hberation 


between the small and large graffiak 
follicles „, nmiay a cause of the : follicle 


physiological state (preantral) In which ıt 


stays in small dimention with OoCyte , 
shortagëe {10} and the large ones pass 


thë dorminarice 
CONHMLUOQE 
11 ESIrCIEN 
4 5 ا‎ 
tid which 
development i12). 


FU 
IE 


state in which there 
follicular growth wi 


iS û 
th increasê 
and androgens in follicular 


ins15t  thê 


tollicular 


ESI noliced in Table (2) 
showed ihe status of the id‘ سه چ‎ oocytes 
ıt the smal! and large g f5. , the number of 
oocytes with cumulus cells 8 1247 oocytes 
examined In the large 4.fs. were 70! 
(56.21) compared with 167] oocytes Of the 


REN 


small gS. which contains 737 (44. 1%) 
oocytes with cumulas cells. These findings 
indlcate that the small g fs, had mors 
oocytes percentage wilh COCs were 


Table 2. Relationship between the ¢ 


Ea 
Uocytes 


number 


1.S.Sizê 


BE: 


أ 
1 
أ 
¬4 
1 
أ 
1 
اب 


Differences a,b art are a (p0. 
WC: with cumulu 
WO.C: with out E 


in other part of this study were 
performed on 842 small and 478 larse g.fs 
. İh these follicles 493 a and 339 
(81.38%) identified oocytes in the small 
and large follicles respectively , off these 
oocytes their were 163 (33.06%} and 229 
(41.13%) oocytes with TT and 330 
(66.93%) and 160 (41.13%) oocytes 
without cumlus for the small and large g4.5 


respectively And the matured oocytes 
found Ir these four groups were 54 


1 
1 
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noticed for i 
in the 


the fertilized and cleavage rates 
oocytes groups studied in these 


experiments and 4s shown In Table 3 .lIn 
adhtion to the highly significant(P< 0.05) 
litlerence of the large gfS. than In the 


small g.ts. ın the rnaturation , fertilization 
and cleavage ratês. 


. Relationships between graffian follicles and IYM , IVF and cleavage of goat 


ÎIhg !ragi Journal of Ayfigultura! 2 I 
nD2vles In he smal and lerge 4f, 
respectively. (Table 3 ) 


From the above mentioned results , 
weê found that there were a significant (P < 
0.05) difference in maturation rate between 
the oocytes groups with (superior) and 
without (infertor) cumulus in both ef small 
and large g. fs. Aud the same finding werê 


oocytes, in large and small, with and with out cumuhıs. 


Oocytes 1 Oocytes E Sa 
Oocytes Oocytes Xygote cleavage 
mê turaed ferilized 8 E E 

1. Noe l_ [RO r | NE 0 

أ ة 
1 
j‏ ۱ 

a a أ‎ 4 a 

34 33 13 16.67 | ٣| 44 
| 

١ 5 1 0‏ 44 | ,ر e‏ اا کا 
| 2 

د ا وج ا ا کک چ ا ق د 
b‏ | ا b‏ ا hb‏ 

و | 3 ل ت 7چ ا 

1 | أ‎ 
5 a O a e 
e ا 7 م‎ 87 | HH 
1 1 


to the production of caprine embryos ir 
vitro is that of immediate availablity of 
spermatozoa (8). 

These findings in our study had a 
greed the findings of (7) that there is a 
relationship betweer the size of felhcle 
ard oocytes riaturation and fertilizatior i77 
viro. On the other hand , the additions ef 
co-cultures as the cAMP or ğranulosa and 
cumulus cells tnay İiead to the miatuiratlon 
and developments (13,23,24). 
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Table 3 
dentifiet 
Size and Identified Oocytes state 
a Qocytes 1 
nurnber E A 8 a a 
NR SL EEE EEE E EEE 
أ‎ 1 
| | أ‎ WE a 
mall | eS 163 3100 
R42 ا‎ 493 ٣ 2 03 أ‎ 
WG د‎ 
1 ا‎ W 0 6o3 
| i أ‎ 
اک‎ E ا‎ 
WCE j b 
1 arate | 1 229 | SR. 
: 478 389 | RBIS | | 
4I 
E EE ا‎ 2 
Differences a,b are signif 05 


lii vitra maturation , fertilization and 


cleavags of caprine oocytes often showed 
defciegnt knowledge a45 HOLA by a ow 
iNCIdENCE of male pronuclea r formation , 
first cieavacge division , and ow 
n nentaÎ competence {0 blastocyst 
14,1%} and the major Hmtation in these 
studies has been the slower growth rate and 
low percentage 2f developing ا‎ 


reaching the mor 

comparison tO i 

1% 
ةأ 


i ر‎ 


rug and blastocyst s tage i 
the normal embryo ır vivo 
f the rrain Ob Elks rFEMMINE 


ا 


i 
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